What does this study add?
► We developed and evaluated a model including age and three proteins, N-terminal pro-B-type natriuretic peptide, von Willebrand factor and fetuin-A, which identified patients with severe aortic stenosis.
How might this impact on clinical practice?
► A model composed of age and three circulating biomarkers may supplement currently available diagnostic methods to facilitate the diagnosis of severe aortic valve stenosis and may serve as the basis for population screening algorithms.
AbstrAct
Objective Severe aortic valve stenosis (AS) develops via insidious processes and can be challenging to correctly diagnose. We sought to develop a circulating biomarker panel to identify patients with severe AS. ). A final model included age, N-terminal pro-B-type natriuretic peptide, von Willebrand factor and fetuin-A. The model had good discrimination for severe AS (OR=5.9, 95% CI 3.5 to 10.1, p<0.001) with an area under the curve of 0.76 insample and 0.74 with cross-validation. A diagnostic score was generated. Higher prevalence of severe AS was noted in those with higher scores, such that 1.6% of those with a score of 1 had severe AS compared with 15.3% with a score of 5 (p<0.001), and score values were inversely correlated with AVA (r=−0.35; p<0.001). At optimal model cut-off, we found 76% sensitivity, 65% specificity, 13% positive predictive value and 98% negative predictive value. Conclusions We describe a novel, multiple biomarker approach for diagnostic evaluation of severe AS. Trial registration number NCT00842868.
InTROduCTIOn
Calcific aortic stenosis (AS) is the most common cause of valvular heart disease in the Western world, present in >20% of older adults. 1 As the proportion of elderly Americans grows, so too will the prevalence and socioeconomic burden of AS. AS progresses via an indolent process with symptoms developing at a late stage of the disease. Once symptoms occur, AS portends a dismal prognosis unless the aortic valve is replaced; without aortic valve replacement (AVR), only half of patients will survive 1 year. 2 Current clinical practice guidelines recommend deferring AVR until AS severity reaches the severe stage and until onset of clinical symptoms or the occurrence of overt left ventricular (LV) systolic dysfunction. 3 Classic teaching suggests that survival normalises after AVR; however, evidence is mounting that survival, symptom improvement and quality of life are diminished when valve replacement is performed late. With progressive valve narrowing, compensatory LV remodelling mechanisms fail and become maladaptive, in turn resulting in irreversible myocardial injury and fibrosis. For example, we have demonstrated that the absence of LV ejection fraction (LVEF) improvement within 1 month after transcatheter AVR is associated with a tripling of the risk of 1-year all-cause mortality and fivefold increase in 1-year cardiac death, 4 and persistent LV hypertrophy is similarly associated with increased mortality. 5 Myocardial fibrosis, a late sequela of AS, has also been associated with markedly increased risk of mortality, regardless of whether the stenotic aortic valve is replaced. 6 Early recognition of severe AS is important for maximising health and survival after valve replacement. While clinical history is important, symptoms caused by severe AS are often incorrectly attributed to comorbid conditions or simply to advanced age, delaying appropriate diagnosis and therapy. Physical examination may be useful to identify AS and grade its severity, yet skills in such evaluation may be limited in clinical practice. 7 Echocardiography is the gold-standard diagnostic test for the diagnosis and grading of AS severity, yet several inconsistencies with the echocardiographic assessment of AS exist that may hinder appropriate clinical management decisions. Echocardiography is also time-consuming, potentially costly and requires specialised interpretation.
Together, the aforementioned observations highlight the detrimental impact of delayed intervention for severe AS and highlight the need for clinical tools to assist in the rapid identification of severe AS. We therefore sought to develop a biomarker panel to identify patients with severe AS within the Catheter Sampled Blood Archive in Cardiovascular Diseases (CASABLANCA) study. Such a blood-based biomarker panel may serve as a convenient and low-cost method of screening for severe AS.
MeTHOds
The design of the CASABLANCA study has been described previously ( ClinicalTrials. gov NCT00842868). 8 9 Briefly, the CASABLANCA study was a prospective, singlecentre, investigator-initiated, observational cohort study performed at the Massachusetts General Hospital to investigate novel biomarkers in subjects who underwent coronary and peripheral angiography with or without intervention between 2008 and 2011. Patients were referred for these procedures for several reasons, including angiography for acute coronary syndromes, stable angina, heart failure, abnormal cardiac functional test, peripheral arterial disease, and preoperatively before heart valve surgery or transcatheter intervention.
All subjects provided informed consent. . Since AVA is consistently measured in patients with AS, patients missing AVA measurements were assumed to be negative. Baseline characteristics in those with and without severe AS were compared using Fisher's exact test for categorical variables, two-sided two-sample t-test for normally distributed continuous variables, and Wilcoxon rank-sum test for continuous variables that were not normally distributed. Protein concentrations were log-transformed to achieve a normal distribution, and to facilitate the analysis they were rescaled to a zero-mean, unit-variance distribution, and outliers (ie, values beyond 3× median absolute deviation) were Winsorised. The case was conducted as a complete case analysis, and one patient was excluded from the analysis for missing data.
Candidate panels of proteins and clinical features were generated via least-angle regression (LARS). 8 In this method, factors were included in the model one at a time, with their coefficients determined by their correlation with the outcome. This was repeated until all factors were included in the model, and the step at which the performance plateaued resulted in our initial panel of interest. With this panel of interest, predictive analyses were run on the training set using least absolute A final combined model of age, NT-proBNP, vWF and fetuin-A was created using the entire population with LASSO with logistic regression. This model was strongly predictive of severe AS (OR=5.9, 95% CI 3.5 to 10.1, p<0.001). To examine the model's performance and the relative contribution of each parameter, we assessed discrimination, calibration and Hosmer-Lemeshow goodness of fit for identification of severe AS. Addition of biomarkers to age resulted in improved AUC of the receiver operating characteristic curve, minimisation of AIC and BIC, and with non-significant Hosmer-Lemeshow p values (table 2 ). This final model demonstrated discrimination with an insample AUC of 0.76 (p<0.001).
We examined the distribution of the final model's diagnostic score for each patient with their status for severe AS. A clinical risk score was derived from the score generated by the model, with the five quintiles of the score corresponding to a five-level risk score. Higher prevalence of severe AS was noted in those with higher scores (figure 2), such that 1.6% of those with a risk score of 1 (lowest risk) had severe AS compared with 15.3% with a risk score of 5 (highest risk) (p<0.001). When modelled as a continuous measure, higher AS scores were directly correlated with the proportion of subjects with severe AS (p<0.001) and inversely correlated with AVA (r=−0.35; p<0.001).
Receiver operator characteristic analyses were performed and operating characteristics calculated (figure 3). Using a score cut-off determined by the optimal Youden's Index, we found 76% sensitivity, 65% specificity, 13% positive predictive value and 98% negative predictive value. Likelihood ratio for positive results (LR+) was 2.17 and 0.37 for negative results (LR−).
We evaluated the levels of circulating biomarkers and the AS score within subtypes of severe AS (table 3) . We found marked differences in the levels of NT-proBNP across AS subtype, with the highest levels noted in patients with low LVEF, low aortic valve gradient (AVG) AS, and the lowest levels in those patients with AS with preserved LVEF and low AVG (p<0.001). A similar although non-significant pattern of abundance was noted for circulating vWF (p=0.055). Fetuin-A was highest in the preserved LVEF and low AVG group and lowest in those with preserved LVEF and high AVG (p=0.01). The AS risk score did not differ between AS subtypes.
dIsCussIOn
The identification of AS may be challenging to recognise and grade. Furthermore, broad application of tools to assess presence or severity of AS such as echocardiography-although useful-may not be practical in some populations. As a consequence, a substantial proportion of valvular heart disease is not diagnosed within the Figure 3 Receiver operating characteristic curve for aortic stenosis (AS) score. The AS score demonstrated good discrimination with an insample area under the curve (AUC) of 0.76. The sensitivity, specificity, positive predictive value and negative predictive value at the optimal cut-off are depicted. general population. 11 Availability of a non-invasive, easily interpreted and cost-effective tool to screen for the presence of AS is therefore of clinical value. Using patients undergoing coronary and peripheral angiography within the CASABLANCA study, we developed and evaluated a robust, non-invasive, clinical plus multimarker approach for the identification of severe AS. This model, which includes age and concentrations of NT-proBNP, vWF and fetuin-A, was adapted into a clinically applicable score, which performed well within the CASABLANCA study cohort with strong sensitivity, specificity and negative predictive value. The score may therefore add a novel tool to our clinical armamentarium for the identification of patients with severe AS, in particular for excluding its presence in a patient who might otherwise be suspected as suffering from the diagnosis.
AS is an indolent disease that culminates in clinical decompensation and necessitates valve replacement, without which 1-year mortality is exceedingly high. 2 In fact, mortality due to untreated symptomatic severe AS exceeds that associated with several advanced cancer diagnoses. While survival is thought to improve on valve replacement, recent evidence suggests persistently elevated morbidity and mortality risk in patients treated at a late disease state. Adverse outcomes are in part driven by irreversible maladaptive LV remodelling and fibrosis. [4] [5] [6] In addition, frailty, sarcopaenia and poor functional status worsen with time and contribute to diminished survival and recovery after AVR. 12 13 Timely identification of severe AS is therefore of critical importance to the maintenance of health in the vulnerable elderly population.
A detailed physical examination with cardiac auscultation is often relied on to screen for valve lesions, including severe AS. When cardiac auscultation reveals an abnormal heart murmur, an echocardiogram is often performed to confirm or exclude a pathological cardiac lesion. 3 Unfortunately, limited proficiency with cardiac auscultation among practitioners contributes to the underdiagnosis of AS. 14 15 Furthermore, even with comprehensive echocardiography, the gold-standard diagnostic tool, accurate identification and grading of AS severity often prove challenging due to poor imaging windows, inaccurate quantification of LV outflow tract dimensions and discordant metrics of AS severity (ie, AVA, mean gradient and peak velocity). 16 17 Inconsistencies regarding the evaluation of AS severity occur due to measurement error and due to the disruption of the physiological relationship between AV area and gradient that occurs as a consequence of diminished transvalvular flow. 3 18 19 Together, these factors contribute to the frequent late recognition of severe AS and highlight the need for novel objective metrics that will supplement current diagnostic strategies and aid in the timely recognition of at-risk patients.
While biomarkers may be of prognostic value in those with AS, our data add significant understanding regarding the role of biomarkers for the diagnosis of AS. Concentrations of circulating natriuretic peptides rise with AS disease severity due to cardiomyocyte stretch and pressure overload and have been shown to predict survival Valvular heart disease and clinical outcomes in patients with AS and after transcatheter and surgical AVR. [20] [21] [22] Clinical practice guidelines articulate a possible role for elevated natriuretic peptide concentrations to inform surgical intervention in asymptomatic patients 23 ; reliance on NT-proBNP has not been universally endorsed, however. 3 For example, while NT-proBNP may be elevated in those with AS, LV hypertrophy due to AS may normalise wall stress and therefore attenuate the anticipated rise in the biomarker. Because there is also considerable overlap in natriuretic peptide concentrations across elderly patients with and without AS, 24 a strategy of integrating NT-proBNP with orthogonal biomarkers may inform clinical practice better than NT-proBNP alone.
Several studies have demonstrated abnormalities in vWF high-molecular-weight multimers in subjects with severe AS. 25 26 As blood flows through a severely stenotic valve, shear forces unfold these multimers, resulting in increased susceptibility to proteolytic cleavage. 25 The resultant haematological deficiencies form the clinical basis for the acquired type 2A von Willebrand syndrome and gastrointestinal angiodysplasia (Heyde's syndrome), often noted with severe AS, 25 which may resolve with alleviation of AVG. 26 Association between circulating vWF concentrations in those with and without severe AS were less direct than NT-proBNP; however, vWF concentrations were selected by LARS during the model development process, and their presence improved calibration of the AS model, supporting the adoption of this biomarker into a multimarker approach for AS discrimination.
Fetuin-A is a liver-derived protein that binds and solubilises calcium and phosphate and in turn regulates soft tissue mineralisation. Reduced circulating fetuin-A concentrations have been implicated as a mediator of calcific cardiovascular disease seen in patients with end-stage renal disease and valve disease. 27 As shown here, a recent analysis suggested that patients with AS have lower circulating fetuin-A than control subjects. 28 Much as with NT-proBNP and vWF, fetuin-A concentrations were selected by LARS to remain in the final aggregate multiple biomarker approach for AS diagnosis, and the presence of this protein in the model improved model discrimination while maintaining equivalent calibration.
While the size of the CASABLANCA cohort, the large number of proteins assayed, and the unbiased and methodical statistical approach are strengths of the current study, several limitations warrant attention. First, the CASABLANCA study enrolled subjects undergoing invasive cardiovascular angiography, irrespective of the clinical indication. The cohort is therefore diverse with low prevalence of severe AS. We anticipate that the clinical application of the AS score in select patients with higher pretest probability of having severe AS may result in improved model performance. Second, the AS score possessed low positive predictive value, a consequence of the low prevalence of severe AS within our population. Such performance characteristics are commonly noted for screening tests applied to the general population. 29 Third, subjects with severe AS undergoing angiography were largely symptomatic patients being evaluated for AVR. We were consequently not able to examine the interplay between the AS score and clinical symptomatology. Fourth, the relatively small number of AS cases limited the statistical power of our attempts to evaluate the value of the AS score in discriminating the degree of AS severity or AS subtype (preserved LVEF high gradient vs paradoxical preserved LVEF low gradient vs low LVEF low gradient AS). Future efforts will seek to externally validate the AS score with larger patient cohorts and to determine the value of the AS score in aiding the grading of AS severity.
In conclusion, we have developed a non-invasive, biomarker-supported strategy for screening for severe AS. This approach includes age and three protein biomarkers indicative of distinct biological pathways previously implicated in the pathophysiology of AS. The model we describe could theoretically be a cost-effective addition to the clinical armamentarium for evaluating those with suspected AS, facilitating the identification of this high-risk patient cohort and fostering timely valve replacement. Further efforts are needed to examine the utility of incorporating the predictive model into clinical practice.
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